Numerous bacterial antigens readily become attached to the surface of untreated erythrocytes and thus endow the latter with a newly acquired immunological specificity. This erythrocyte modification by 0 antigens of enteric bacteria is inhibited by a variety of substances, including serum and several fractions thereof, protamine, histone, and the antibiotics polymyxin B and neomycin (E. Neter et al., Proc. Soc. Exptl. Biol. Med. 80: 607, 1952; E. Neter et al., Can. J. Microbiol. 4: 371, 1958; E. Neter et al., J. Immunol. 80:66, 1958 Bacteriol. 84:1245 Bacteriol. 84: , 1962 . Prior to the experiments proper, the minimal amounts of the antigens necessary for erythrocyte modification were determined by use of serial twofold dilutions of the antigens and testing with the corresponding antisera. Two minimal modifying units of the antigens were then mixed with equal amounts of either polymyxin B or normal rabbit serum in twofold serial dilutions (E. Neter et al., J. Immunol. 80:66, 1958) . The mixtures, together with erythrocytes, were incubated at 37 C for 30 min in a water bath. The erythrocytes were washed three times to remove unattached antigen, and then tested with the appropriate antisera in twofold serial dilutions from 1: 50 on; the resulting hemagglutination was read grossly after centrifugation at 1,300 x g.
The effect of polymyxin B and normal rabbit serum on antibodies against CA or 0 antigen was determined by mixing the inhibitors in serial twofold dilutions with antiserum, incubating the mixtures at 37 C for 30 min, and then adding appropriately modified erythrocytes. The mixtures were again incubated at 37 C for 30 min, and the results were read as above. Table 1 summarizes the results of representative experiments and reveals that in all instances more inhibitor, either polymyxin B or normal rabbit serum, is required for prevention of erythrocyte modification by CA than by 0 antigen. With polymyxin B, from 17 to 400 times as much inhibitor was needed, and with normal rabbit serum from 1.4 to 33 times as much inhibitor was needed. Similar findings were obtained with crude supernatant fluids of cultures containing both antigens as well as with the ethyl alcohol-soluble (containing largely CA) and -insoluble (containing largely 0 antigen) fractions. Substantial differences were noted between different serogroups representative of several species. 
